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& , nn^«tm p c rjhc «t t h c v jt^fwMjeffl^ 
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immm 1 i ®mm.<mwm^ 1 x^tihumm 

CD -o *>Wffi$'& 1 5 i^m^ ^ L 3 7 ^frkjft&^SII 
ft P C R&K J; & H C V miK^MmcO^Mzm^ * t>ti 

h * v— Hfflsr 9 4 -7- . 
[ts^iR 2 ] Mia* y rf" jf ? i'** h J4. id^<oie 
?ij#^2T*$iisis*ii^j^-r-& i iumrt>m> 

if^Jlll3ac07"7-f^-. 

[IB*^3] Be^c0lI^i#^3T'^S^SJg»ffi^J io 
(nttWgifth l SiSS^rvL 3 9&ffia^j££&^ffi 

jfjpc RS^i-l. hc vfi&?08l£afctf>£ffl"&*t. 

(Do-hmtfrh 1 5mS=Sr^L4 1^3S*^j££^MB 
:F-^-£t3fcfei?{4. K^JK-^-SbtfeafeWHIE^x 

xhh. ur^-fA«iajpcRa(cj:*Hcvafe7- 
[is** 6 1 Bute* u =f * 9 f km*** 

>fv-fc. i»*Ji3X{±4ia®ou>''<-xfflir7-fv- 

[0001] 

thcvj fcv^ ) «9«l5£fr^tft^;hWfl^*i& 

[00 0 2] 



ffltt. lfe?PCR (RT-PCR) ffitCiOff^TJbfL 
TV**. (1) JflLi#a^«RNA (HCVjfi 

^FfiRNATft*) Ottffi. <2) JftiiiUfcRNAfctt 
mt-?&cDNA-&fS.^ 0)lstPCR(Cj:£ifHi. (4)2 
ndPCRfciSiffll (^£JJf *fc»fc*Bfili2|I|fr 
&3 (nested PCR) ) s (5) 7^D-X^HMiiil. 
(6) x-^fcOStV"^. 6JMiz£Vffii:btlX^&. 
£ . IWRT-PCRffiJ: Southern^flf ^ ffi#-£;ir£ 
fcRT-PC RSouthern^Tj^ R N A £5£fi*r & Z. t 

[0003] 

■CfiSTft * . U)»L&#£> , ±te<^RT- P C RtfcT 
fcl4T£&^. ifc. RT-PCRSouthernft(i. XU 

[0005] 

-g.'jr;^^A^iaiPCR^ (Proc. Natl. Acad. Sci . 
USA, Vol. 88, pp. 7276-7280, August 1991, Biochemi 
stry; 1^f6-50 00 2lfM) ^ffl^tHCV 
Oi!££tT3: 5ifctJ: W^»fi£t'§ I.C0T14 

To-yeo^V>*^t<J:'?T{4. ffl^<?)iSJSS.t//X 
ttWHtttovvCsfrf LfciiJiV**^. ^-^T\ IRK 

b HZ J; 0 U TMTA AUlffiP C Rifetffli»T*«fcWS 
J!St. i*^H3Sttt*)r>THCVftjE«[(CJE*r*ifc 

[0006] . lM*W>iWI»9 1 

T'^§aSffi«ffi5iJ<Oo*>)li^-r-& 1 5*BS$rv>b3 7 

UW^fAtSJ[liPCRffitJ:I.HCVHKf«I 

^cojta^^fflv 7 * y — 1« fair 5 -f fciiflw 
S„ *lfeHJJ{4. Bi^toiaM#^-3-C^§ixSJS 

a A^ajp c Kmz jl. h h c v mixT-nmfetttbt.zm 
v^feti* y ^-xfi«7-7 4 . $ & * 



(3) 

3 

[0007] *%B8<07 * V— h'UT^ -f v-ts. ae^ij 
^«S15iJ#-^ i T^zti&t&MWifikno -hmfctz 1 5 
*gg&i^L3 7*gg. #4L<Jil 5&g&^Ll 9& 

#^-2(c^stL£. 1 7tg£*>&i£sii£££i£3r#-* 

f-K (l^T, r 1 30nt j Midlife®) ~14 6n 

t£ffll£1MSi~et> 9 . Kato N. et al., Proc. Natl. Aca 
d. Sci. USA1990 ; 87:9524-9528 tfefSSfrC ^£ . 

[0008] *&fflto y a, 30 

g£V*L3 9«S, *T4L<i±l 7J£«3rUL2 1J£* 
& Sr^T £ :* y =f * 7 U- FT* £> . 

StS*i*SS9#B3&»6fB3 1 #@*tfM&&»feja4Kfle> 
3*>jS^-T-& 1 7«££i*L2 £H#*f- 
4fc*S*ift. 1 9«a^&JS««HHWIfc1M _ &t>tf> 
fc^ffcifctfTS*. fc*s« B2M#^-4T*$;fiS& 
gffi?lj{2. HCV^-VA»272~29 0nttA>(7* 
•jr>fXt4(>«T*4. 40 
[0009] *»J|0>:ro— :/l±. * 'J ? P 

*>m»tb 1 5*is*w^L4 #4 t<t±i 9tt 

* L 2 3 S£ . ^ttffi^ & . y 

a^>sstf£ 1 9«aeflrv^U2 3ffi£. mz. taw* 
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4 

iwi»#6-ca«s*L6J!aaH0iJ»iHcvyy 

A»148nt-168nt(3li3t4t«tJb4. * 

xtt hc vmi^commi. ±iE7 4- v- faut^ 

[0010] 1W&PsK-*-9&fcft*i. RMf-*- 

12. FAM ( 6-jj)V#^is--7fo*Uvt4 y) C0i 

d=Sr7/l^tUvb-f >3R9t3KfS«##4U<. ?x^- 

To— ^«*U^^U3j--f-H«W— SB (04 1 

e et al., (1984) Nuc. Acids Res. 12:3387-3403S.y : I 
yeretal., (1990) J. Am. Chem. Soc. 112:1253-1254 

[0011] *56^o^T'{4. ±I3*«W«>7*7- 

■r^^HCVitfE : FSrilMi:L.Ti£!lE^PCR ( RT— 
PCR) ^tT^^. KlS^*^coi*5KS:Ur;P^^At 
8KS^&. £ outvie 4 A^ai pc Rise KM&ftrc 

T\ C: O J: o KtWWIIfK&Xf* b Srffl^Tff * o Z 

[00 12] RK»i. SiHCVWRNA. ±szy*v 

&*>^rt--& t«) , dATP, dGTP, dCTP, dnP&^tf^^K 

^N-^'j3y7-fe' (UNG) SrJnxS^ktJ: 
"9. lu®<?)PCR*!BS3!>»fe<7)iaADNAS-#»-r4^k 

WWB3*$<iTV»*. «r*i. ^s^fcUli^ hcv 

i{illlli^cO^T$)-&<, HCV<7)RNA<7>tigiyi. ^ 



(4) 

5 

[ 0 0 1 3 ] KJE"Ctt, t~i\ HCVWRNA^MSt 
LT c D N AtfiiZ$L£tl^ ^WcDNAJ'SiS 
fcLTPCRKJ; ODNACOJiiti* 4 ^^. ifilSDNA 

*^K<g»tt*aD NAtA/f *">f ^-r 

-^W^U^XLT^S— ^T>NA2:ilS^:-r 
&{li^g!b < ^^£ St. DN A;K 'J J* 5— fe'cOX^f 

ft£ „ .1 ^gfO&IH. 7o-y«t U =f * ? V**- H 

^T. M^I^4'tHCVCORNA* i #ttL : iV^%&t 
fcL DNA0)*i1B#j&$&kWr. 7n-/liDNAt 
M^'J/'fX'tff. f^TDNA^'J;*?-- tftcio 

^ffi^MS-Ti. - 1 1 J: 0 . S9MSf44«^H CVWR 
[0014] #?SHJc^£T'{2. V T>V9 4 

««©CH+^>HCVRNA»Jbyin^air. 4«6rv* 

^S^tt.tO. Sa^Pt^HCVRNAO^*a!l5g 
£ff3r a i i: #T'£ 6, J; 1 ? IWfcB<jfc:lJ , W*.l±\ H c 
VRNA£^£&v^!Hr4 ^n^bn— /Kt>«-*# 
iM?^ (0!l;t(£3~i siM^AO co^^ffiwSJH 
fil^l 0fB£RI«2:LTl£5£U «3lHM&& f ££>HHi 
*mz. ?)Vm:m r ^& d t (c J: O . IB3I£fi{i$siS 
^HCVRNA^Slffl^tS^tm^. '■TSr 
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6 

M^IS^'+'COHCVCORNAlScO^ffl^SrflWl 
tCj; 0 K^IS^4'<50 H C V R N A COA^^Mm^t & «I 

T-pcRco<tdc p c nmz'mtiw&ft-te^xm 

[00 15] 

roo 1 si mmm\ 

(1) T^-f ^-tfO^-RS. 

S 1 7me r»t'J ^DNA^ML. 7*7—1* 
I75^fv-i: Lfc. tic. ffi5"J#-^4^§ixS 1 9 
JS&^&lfcSJ&gK^.lfcfrrS 19mer^iJiDN 

[ 0 0 1 7 ] <2) 7n-^II 

S21me rCO^-'JrfDNASr-ft^^Lfc. ^O^U 
rfDNAW 5 ' 5^tFAMSr. 3' tWCTAMRA 

[0018] (3) -£j£RN A&mWk 

h c v 5 ■ mmmz&ts y 5 * s h -c& & pci i 

5(J. Virol. Vol. 66, p. 1476-1483. 1992) SrfgSi: t 
•CT7jKU^9— fe't^iO 1 7 6 2^)RNA^M 
U 5.04 x 108rt>£>5.04 x 10»nt."-,/> 1 4T1 Ofg 

[ 0 0 1 9 ] (4) K^^ISt? 
±3d774 V— % /a- ^2S.Werkin Elmer TaqMan EZ 
RT-PCR Core Kit (Iffi^. Perkin ElmerttK) 

X . 1 0 . Tfe^t 1 *,z5f-?W.$M$: 

[0020] 
[Sll] 
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7 




8 




«A» 1=4. / 1 \ 




DEPCvJC 


17,93 




5X TaqMao EZ Buffer A 


10 


1 Y 
11 


10 nH oATP 


1 


onn ■< iiA 


10 nH dGTP 


1 


200 /lM 


10 nH oCTP 


1 


ZUU MM 


20 nH dUTP 


1.25 


500 MM 


15 tiMyxV—Ytifcf?^^— 


0.66 


200 nM 


15 mMU;^«^v- 


0.66 


200 nM 


3 mM^D-^ 


5 


300 nH 


rTth UNA #U;*5>— if (2. 5 U/ jil) 


3 


7.5 U 


AwBraseGSfifc) ONG (lU/iil) 


0.5 


0.5 U 


25 nW Mn(OAc)* 


6 


3 mM 



[0021] (5) *JT)U?4 A^tBPCR * PRISM 7700 Sequence Detection System (i&iBi^ Perk 

Perkin Elmer MicroAmp Optical Tube (igiBi£. Perkin in ElmerftSg) fc-te-y hU COST'S JSSrfTfro 

ElmerftSg) 1 0 , ±l£Kje?S&4 8^ 1 jDi , fc. PCR^#t^ ^/^S^^Klf^^^ 

-e<r^±iaft!^iiiLmi±i*R-NA?i?g2At 1 20 irsl^. 

3f ^ . y 7" (Perkin Elmer Optical Cap) ?r Lfcft. ABI * 

iIADNAWUNG£i&4MJ|Rj£ 5 0«C. 2#EJ 

2ME^Dg 6 0*C. 30ftffl 

UNGiO^vS 9 5t:, 55r^ 

PCR 9 5°C, 20W 

6 1#|S! 

d<OPCR^^/W±5 3ini^0ilt^o [ 0 0 2 3 ] Sffi®2 

[00221 (6) (1) WfcHCVRNA^tHffi 

ptifkzwmiz. mmameygitzimizb ->xt cmB$&%<7)$m&2 0 0 p. 1 sepaGene rv-rgs 

D7VU>:Sl^ilt*t. 01<K 4HMW«fi»fc 30 H^^tt^l^aifflii?^) 1$ (gSSC^ffi 

{4. fi$IW)HC Vc7)RNA^3tf-ic (ra±±ia^ *&) 3 0 0 At 1 . 2M (H«?£) 30O/il ^JnxJSfr 

J o t2/i 1 ffll^W. _hfffi§S (3h-A 1 ) ^ U 3$ (ttiU^J) 6 0 Ojj. 1 £flnx. 1 04HBH»r«- 

2fg) wf^gis^^^-r. fnf^wa 2 o*cc i o^Ma^a us. 12000 x g -c 1 5#s>&i> 

5Mac3Sft»iI.fc*V8r^a', fc-S.-f'T 12000 x g "C2 0*H8BI»&US. fcHT, 1 

3bl^lJ&^fci8^* *LT. ml<?57 5%X^y-^T'215J^t, 20/xlCODTT 

«£^m&&^fln#*&£&-»M ^/^tiliSfl^mf^ , RNase mWMMDEPCM®*X'®Ml<. MfefZ' 

HCVWRNA3 f -WL^ £ fc*'J\ § VVI fc - 8 0 °C~em& LX: „ 

S„ 2*:. ±JEUT^-f APCR£*ilvC. HCVO [ 0 0 24 ] HUfeMl fcNtTn-:/. 

RNASr^-i^^tmtO^'r^-oJt^T-^ynV 40 SWJ1 tmtMCDB.mi&$:mmLfi:. Perkin E 

r-o-/WD3~-l 5 *M VMZUVth &%S&B&)WVti3 lmer MicroAmp Optical tubel 2^t57t 0 , <K^KJJ»^£- 

^1 OfigSrfflffifc U .T<7)IMS-j@;i*:lM ?/Hfc 45.5/x 1 SPX.. ^^tC±teMWffili*RN AMm-5 

)VW) Zi&btz. RNAr?U-^®fflMS£^«l«lt. ;l4S(C®**«Setfc. f*«^)RT-PC 

JJB^Miifc^^'l«*«6*tfc-''C^ 0, 9' r-L R&(ftIfflfB* rWtfii»J 1997, Vol.25, No.6. 51 

izmzm 2 tc^-r . m2 tc^-r <t at. rna^ t- 3-519) t x 0 , r wgiimto^i hcvrnaot 

mssfd^sb*) (mmmm.m). ±ib^ ^ns^ ao^ i^-r. sr*s. ia3«f> u, ib, 2a, 2i>. 1 1> 

r^-t^iOM^Iit^'t'^HCVCORNASr^Sa!!^ +2a(l #«?^cf><?DHC VOS/'x / 7"&,k!.. , n 
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9 10 
[0025] B3 (CtSSJU. X 5 fc, ^gPmiimizX * [0027] 

[0026] mWn&Z : 3 7 

[fWfcos&K] hcv ^m^.r-ifM mmom ■. w®. 

CCCCCCCTCC CTi GfrAG AGCC ATAGTGGTCT GCGGAAC 37 S£<^. 

[0028] Wffltt ■ 2 ^iB^JtOffl : Sift 

ffiWOJIS : 1 7 *10 

CGGGAGAGCC ATAGTGG 17 
[0029] li^JS^- : 3 *ffi$AJ<7)g! : $iffi? 

mnn-gz : 3 9 * 

CCTATCAGGC AGTACCACAA GGCCTTTOGC GACCCAACA 39 
[0030] BW13N> : 4 &BE?!l?>M : 

iE5«JC0^§ : 1 9 A 

AGTACCACAA GGCCTTTCG 19 
[0031] : 5 ♦ffl?iJ<OM : 

mmn&z : 4 1 ♦ 

CCATAGTGGT CTGCGGAACC GGTGAGTACA CCGGAATTGC C 41 
[0 0 3 2] ffifll#^: 6 *IE?"J?>S: 
fflP\CO&Z ■ 2 1 * 
■2H 

CTGCGGAACC GGTGAGTACA C 21 
[HI ] ^MH<0*t6fcJ: 0 . 4Hi*8aeB#0>HCV 30 HttfcJHifclM ^A«i:«H»fe*rtHTft*. 

[02] «BWjaaiH(CO^THCVORNA«)rie- >r<«C£>6. 
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[HI] 
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[123] 




■ ■M1H 'Sfllllin ■■■■IIMIWaiflll-WBIIIIi' Mill 



III MB! 

Illlll ■■! 



5 10 s 



(T 



t 

109 



10* 



■Illlll! 11111111 ■■!! ! Illlll 



lililllli ■■■■■HI M^-4llHIIMBIllLu : HMIHIima«IIMI 

iiiiii ■■inn bhipiiimiu! ■■mm ■■urn 



SSiiiir^i-iil iiilihiiiiiiiiiiiii'iiiii 1 



iiiini .■■■inn MiaiiiiiiMaiiiiii Maim i-hmihu 
lll'lll ■■Illlll ■Illlll ■IIHHI ■■mr ■■!!! 



■iiitlll »**11Hl aWMMMlllaMM 111111 »«■ Illlll MMIIItll 

iiiiiiil; ■limn ■iiiiiiMiiiiiii.wimiiBimiii 



10Z 103 1Q4 105 

S£ttRT-PCR <=>e-fc/50ptl) 



10* 



10* 



1* 

lb 



n-1 

+ 8ft ft-14 
V ib+2a h«1 
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